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In order to reduce the GC content of the 5' terminus of asp2, a pair of antiparallel ohgos 
were designed to change degenerate codon bases in 15 amino acid positions from GC to 
A/T (SEQ ID Nos. 25 and 26). The new nucleotide sequence at the 5' end of asp2 did not 
change the encoded amino acid and was chosen to optimize E. Coli expression. The 
sequence of the sense linker is 5* 

CGGCATCCGGCTGCCCCTGCGTAGCGGTCTGGGTGGTGCTCCACTGGGTCTGCG 
TCTGCCCCGGGAGACCGACGAA G 3' (SEQ ID No. 39). The sequence of the antisense 
linker is : 5' 

CTTCGTCGGTCTCCCGGGGCAGACGCAGACCCAGTGGAGCACCACCCAGACCG 
CTACGCAGGGGCAGCCGCATGCCG 3" (SEQ ID No. 40). After annealing the 
phospboryiated linkers together in 0. 1 M Nad- 10 mM Tris, pH 7.4 they were ligated into 
unique Cia 1 and Sma I sites in IJu-Asp2 is the vector pT AC. For inducible expression 
using induction with isopropyl b-D-thiogalamopyran&side (ffTG), bacterial cultures were 
grown in LB broth in the presence of ampicillin at 100 ug/ml, and induced in log phase 
growth at an OD60& of 0.6-1 .0 with 1 mM IPTG for 4 hour at 37 C C. The cell pellet was 
harvested by centrifugation. 

To create a vector in which the leader sequences can be removed by limited 
proteolysis with caspase 8 such that this liberates a Hu-Asp2 polypeptide beginning with 
the N-terminal sequence GSFV (SEQ ID Nos. 27 and 28), the following procedure was 
followed. Two phosphorylated oligonucleotides containing the caspase 8 cleavage site 
IETD, #571=5' 

GATCGATGACTATCTCTGACTCTCCGCTGGACTCTGGTATCGAAACCGACG 
(SEQ ID No. 41) and #572= 

GATCCGTCGGTTTCGATACCAGAGTCCAGCGGAGAGTCAGAGATAGTCATC 
(SEQ ID No. 42) were annealed and ligated into pET23a+ that had been opened with 
BamHl After transformation into JM109, the purified vector DNA was recovered and 
orientation of the insert was confirmed by DNA sequence analysis. +, the following 
oligonucleotides were used for amplification of the selected Hu-Asp2 sequence: 
#573=5'AAGGATCCTTTGTGGAGATGGTCGACAACCTG, (SEQ ID No. 43) 
#S54^AAAGCTTrCATGACTCATCTGTCTGTGGAATGTTG (SEQ ID No. 44) which 
placed BaraHI and Hindlli sites flanking the 5' and 3' ends of the insert, respectively. The 
Asp2 sequence was amplified from the full length Asp2 cDNA cloned into pcDNA3. 1 
using the Advantage-GC cDNA PCR [Clontech] following the manufacturer's supplied 
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protocol using annealing & extension at 68°C in a iwo-ste? PCR cycle for 25 cycles. The 
iosert and vector were cur with BamHI and Handm, purified by electrophoresis through an 
agarose geL tben Iigated using the Rapid DNA Ligation kit [Boerhinger Mannheim]. The 
ligation reaction was used to transform the E. coli strain JM109 fPromega] and colonies 
were picked for the purification of piasraid (Qiagen,Qiaprep miriispin) and DNA sequence 
analysis . For inducible expression using induction with isopropyl b-D- 
tbiogalactopyranoside (IPTG), the expression vector was transferred into E. coii strain 
BL21 (Statagene) Bacterial cultures wctc grown rn LB broth in the presence of ampicillin 
at 100 ug/ml, and induced in log phase growth at an OD600 of 0.6-1.0 with 1 mM IPTG for 
4 hour at 37°C. The eel! pellet was harvested by centrifugation 

Te assist purification, a 6-His tag can be introduced into any of the above constructs 
following the T7 leafier by opening the construct at the BamHI site and then ligaung m the 
anntaletLphosphorj-iatedoligonucleouatscoiitaiaiisg the six histidine sequence 
#565=OATCGCATCATCACCATCACCATG (SEQ ID No. 45), 
#566=GATCCATOGTGATGGTG ATGATGC fSEQ ID No. 46). The 5 overhang for each 
set of oligonucleotides was designed such that it allowed ligation into the BamHI site but 
not subsequent digestion with BamHL 

Preparation efBatWrial Pellet: 

36.34g of bacterial pellet representing 10.8L of growth was dispersed into a total 
volume of 200ml using a 20mm tissue homogenize! probe at 3000 to 5000 rpm in 2M KC1, 
O.lMTris, 0.05MEDTA, IblMDTT The conductivity adjusted to about !93mMhoswhh 

Afier the pellet was dispersed, an additional amount of the KC1 solution was added, 
bringing the total volume to 500 ml. This suipens>ion was homogenised further for about 3 
minutes at 5000 rpm using the same probe The mixture was then passed through a Rannie 
bigh-prcs3ure horaogeruitr at lO.OOOpsi. 

to all cases, the pellet material was carried forward, while the soluble fraction was 
discarded.Tbe resultant solution was centrifuged in a GSA rotor for lhr. at 12,500 rpm. The 
pellet was resuspended in the same sortition (without the DTT) using the same tissue 
bomogenizer probe at 2,000 rpm. After homogenizing for 5 minutes at 3000 rpm, the 
volume was adjusted to 500ml with the same solution, and spun for lhr. at 12,500 rpm. 
The pellet was then resuspended as before, but this time the final volume was adjusted to 
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1.5L wish tr»t &ame solution prior to homogenizing for 5 minutes After centrifuging at the 
same speed for 30 minutes, this procedure was repealed. The pellet was then resuspended 
mto about 150ml of cold water, pooling ihs pellets from thesis centri&ge tubes used in the 
GSA rotor. Tte pellet has homogenized for 5 minutes at 3,000 rpm, volume adjusted to 
250ml with cold water, then spun for 30 minutes. Weight of the resultant pellet was 
17.75g. 

Summary: Lysis of bacterial pellet in KCI solution, followed by cemrifugaticn in a 
GSA rotor was used to initially prepare the pellet. The same solution was then used an 
additional three times for resuspension/tiomogeruzation. A final water 
wash/bomegenization was then performed to remove excess KCI and EDTA. 
Solubllzation of rHuAsp2L: 

A ratio of 9- 1 Oml/gram of pellet was utilized for solubilizing the rHuAsp2L from the pellet 
previously described )7.7jg of pellet was thawed, and 150ml of 8M guarjdine HC1, 5mM 
pME, 0.1% DEA, was added. SMTris was used to titrate the pH to 8.6. The pellet was 
initially resuspended into the guanidme solution using a 20mm tissue bomogeruzer probe at 
1000 rpm. The mixture was then stirred at 4°C for 1 hour prior to centiifugarjon at 
12,500rpm for 1 hour in GSA rotor. The resultant supernatant was then cemrifuged foT 
30min al 40,000 x. g in an SS-34 rotor. The final supernatant was then stored at -20°C, 
except for 50ml. 

immobilized Nickel Affinity Chromatoeraphv of Solubilized rHuAsnZL: 
The following solutions were utilized. 

A) 6M Guanidine HC1, 0.1M NaP, pH 8.0, 0.01MTris,5mM PME, 0.5mM Imidazole 

A'} 6MUrea,20mMNaP.pH6gO,50mMNaCl 

B") 6M Urea, 20mM NaP, pH 6.20, 50mM NaCl, 12mM Imidazole 

C) 6M Urea, 20mM NaP, pH 6.80, 50mM NaCl, 3O0mM Imidazole 

Note: Buffers A' and C were mixed at the appropriate ratios to give intermediate 

concentrations of Imidazole. 

The 50ml of solubilized material was combined with 50ml of buffer A prior to adding to 
10O-125ml Qiagen Ni-NTA SuperFlow (pre-equilibrated witb buffer A) in a 5 x 10cm Bio- 
Rad econo column. This was shaken gently overnight at 4°C in the cold room. 
Chr-orr.atoeraphv Steps: 

1 ) Drained the resultant flow through. 

2) Washed with 50ml buffer A (collecting into flow through fraction) 

3) Washed with 250ml buffet A (wash 1 ) 

4) Washed with 250ml buffer A (wash 2) 

5) Washed with 2S0ml buffer A' 



